Abstract Patients with chronic kidney disease (CKD) have an increased incidence of cancer. It is well known that long periods of hemodialysis (HD) treatment are linked to DNA damage due to oxidative stress. In this study, we examined the effect of selenium (Se) supplementation to CKD patients on HD on the prevention of oxidative DNA damage in white blood cells. Blood samples were drawn from 42 CKD patients on HD (at the beginning of the study and after 1 and 3 months) and from 30 healthy controls. Twenty-two patients were supplemented with 200 μg Se (as Se-rich yeast) per day and 20 with placebo (baker's yeast) for 3 months. Se concentration in plasma and DNA damage in white blood cells expressed as the tail moment, including single-strand breaks (SSB) and oxidative bases lesion in DNA, using formamidopyrimidine glycosylase (FPG), were measured. Se concentration in patients was significantly lower than in healthy subjects (P<0.0001) and increased significantly after 3 months of Se supplementation (P<0.0001). Tail moment (SSB) in patients before the study was three times higher than in healthy subjects (P<0.01). After 3 months of Se supplementation, it decreased significantly (P<0.01) and was about 16% lower than in healthy subjects. The oxidative bases lesion in DNA (tail moment, FPG) of HD patients at the beginning of the study was significantly higher (P<0.01) compared with controls, and 3 months after Se supplementation it was 2.6 times lower than in controls (P<0.01). No changes in tail moment was observed in the placebo group. In conclusion, our study shows that in CKD patients on HD, DNA damage in white blood cells is higher than in healthy controls, and Se supplementation prevents the damage of DNA.
Introduction
Chronic kidney disease (CKD) is an important cause of morbidity and mortality all over the world [1] . Hemodialysis (HD) is the most common form of treatment for endstage renal disease (ESRD), and is associated with considerable mortality due to cardiovascular disease, cancer and others [2] . Patients with CKD undergoing HD are potentially at risk for deficiency of essential trace elements and excess of toxic elements, both of which can affect health [2, 3] . Such trace elements as selenium, zinc and copper, bound to the active sites of some proteins, play a key role in multiple biological systems, including defense against oxidation [4] and detoxify the organism from free radicals which are responsible, among others, for cancer development [5] . An excellent systematic review, published recently by Tonelli et al. [3] , has shown that, compared with healthy subjects, HD patients have significantly lower blood levels of selenium, zinc and manganese. Available data suggested that toxic elements (cadmium, chromium, lead, vanadium and aluminum) were higher in HD patients compared with healthy controls [1, 3] . Chronic exposure to toxic elements produces, among others, progressive tubulointerstitial nephropathy that develops and leads to kidney failure [1] . The levels of toxic elements in blood of patients before HD were found to be higher than in blood after dialysis session. During HD toxic elements and metabolic waste products are removed from the body [1] .
There is increasing evidence that oxidative stress leads to detrimental biochemical reactions and is an important contributing factor in several chronic diseases including cancer [6] [7] [8] . In living cells, there is a steady formation of DNA lesions. A substantial number of these lesions are formed by endogenous factors that damage DNA on a continuous basis [9] .
Oxidative damage to DNA occurs in all aerobic cells. In higher animals and humans, it increases with age, and although physiological repair systems are available, some of the damage is irreversible, and thus represents a contributing factor in cancer development [7] .
Nutrients constitute an important aspect of the antioxidant defense system with which humans have evolved [8] . Se which is the focus of this study has, among others, two fundamental roles in cancer prevention: as a component of antioxidant defenses either as an agent able to scavenge free radicals or as an essential constituent of antioxidant enzymes such as glutathione peroxidases (GSH-Px) [10] [11] [12] .
The aim of the present study was to determine the effect of Se supplementation to CKD patients on HD on DNA damage in white blood cells measured by the alkaline comet assay, the most sensitive and accurate method [13] .
Materials and Methods

Patients and Controls
Forty-two CKD patients treated with regular HD were studied in a randomized, doubleblind, placebo-controlled trial. Selenium (as Se-rich yeast, Pharma Nord, Bioselenium, Denmark) was supplemented to 22 patients (mean age, 59.6±10.4 yrs) for 3 months with 200 μg Se/day, and placebo (baker's yeast, Pharma Nord) was administered to 20 patients (mean age, 55.8±12.5 yrs).The patients were dialyzed three times a week for 4 h. The results were compared with 30 healthy volunteers (mean age, 50.6±9.4 yrs).
Methods
Blood samples were drawn from all patients (before HD session) and controls into vacutainer tubes containing lithium heparin as anticoagulant. After centrifugation (+4°C, 5,000 rpm, 10 min), the plasma was harvested and stored at −20°C until analysis. Creatinine was determined by routine laboratory Jaffy method using a kit produced by Cormay (Lublin, Poland). Plasma Se concentration was determined by the graphite furnace atomic absorption spectrometry according to the method of Neve et al. [14] DNA damage, including the single-strand breaks (SSB) and alkali labile sites (ALS), were detected using the alkaline single cell gel electrophoresis (SCGE, comet assay) according to the method of Singh et al. [15] as modified by McKelvey-Martin et al. [16] and adapted in our laboratory [17] . In brief, the cells (100 μL of whole blood in RPMI 1640 medium) were embedded in agarose gel and lysed in cold lysing solution of salts and detergents for at least 1 h. Then DNA was unwound in the alkaline electrophoresis solution (1 mM Na2EDTA, 300 mM NaOH, pH>13) to produce single-stranded DNA and to express ALS and SSB and under the same alkaline conditions it was electrophoresed (30 min. 25 V and 300 mA). The alkali in the gels were neutralized by rinsing three times with 0.4 M Tris buffer (pH=7.5), dried and stored for staining with fluorescent dye (5 μg/mL DAPI). The oxidative bases lesion in DNA was identified using formamidopyrimidine glycosylase (FPG) enzyme which converts oxidized bases [18] . After lysis the slides were washed three times with enzyme buffer, pH=8 and incubated with FPG in this buffer (or buffer alone as a control) for 30 min, at 37°C. They were then electrophoresed, neutralized, and stained as described above. To assess the level of DNA fragmentation, the comets were analyzed under fluorescence microscopy (Olympus BX40, Tokyo, Japan) with image analysis system (Lucia Comet Assay, Precoptic Co.) determining the tail length and the tail moment (tail length × tail% DNA/100), which expresses both the migration of the various DNA fragments and their relative amounts of DNA. The tail moment was used as an indicator of DNA damage.
The study protocol was approved by the Institute of Occupational Medicine Ethics Commission for Medical Research No. 18/2003. The nature and purpose of the study was explained to the participants and their written consent was obtained.
Statistical Analysis
Comparisons of the levels under study at three time points (before the study, 1 and 3 months after the study) were made by means of the multivariate analysis of variance [19] . When significant differences were obtained between the groups, the differences were tested at all time points. The tests were based on Shapiro-Wilks' statistics, significance being set at 0.05. All statistics were conducted using the STATA 9 package (StataCorp-LP, TX, USA).
Results
Plasma Se concentration in CKD patients on HD studied by us, at the beginning of the study (both groups taken together: supplemented with Se and with placebo; 40.6±10.4 ng/mL) was significantly lower as compared with healthy subjects (52.7±9.7 ng/mL; P<0.0001; Fig. 1 ). After 1 and 3 months of Se supplementation the element concentration increased significantly to 94.6 and 115 ng/mL; P<0.0001. In the group treated with placebo, Se concentration was unchanged during the whole period of the study. The levels of DNA single-strand breaks, expressed as the tail moment, were three times higher in both groups of HD patients before tablets supply, (0.73±0.84) as compared with the control group (0.25±0.24: P<0.01). After 1 month of Se supplementation the tail moment (expressed as SSB) decreased significantly from 0.9±1.07 to 0.37±0.38 (P<0.02; Fig. 2 ). Within the next 2 months the tail moment of Se-supplemented patients underwent further decrease to 0.21± 0.18. This value was about 16% lower than in healthy subjects. The differences between HD3+Se and HD0+Se values were statistically significant (P<0.01).
No changes in the tail moment were observed in the placebo group. At the third month the tail moment in HD patients supplemented with Se was almost two times lower as compared with the placebo group, but the difference was statistically non significant. The oxidative bases lesion in DNA of white blood cells of both groups of HD patients taken together at the beginning of the study, expressed in FPG, was significantly higher (1.28± 1.60) than that of healthy subjects (0.55±0.45: P<0.01; Fig. 3 ). Within the 3-month study period the lesion in the placebo group did not change significantly, while in the Sesupplemented group it decreased significantly from 1.12±1.01 to 0.43±0.52 (P<0.01). At the third month, the tail moment (FPG) in Se-supplemented group was 2.6 times lower as compared with the placebo group (P<0.05).
Discussion
The results obtained in this study indicate that Se concentration in plasma of the end-stage kidney disease (ESKD) patients on HD is significantly lower as compared with healthy subjects. Low Se levels in body fluids can be due to the malnutrition observed in cancer patients [20] . It has been shown that higher Se status reduces the risk of cancer [21] and is associated with lower mortality [22, 23] . Thus, low levels of Se may promote the development of cancer in those patients. Our data on low Se concentration in CKD patients are consistent with those obtained by many other authors [10, 24] and with our previous studies [25, 26] in which we have shown that not only Se concentration but also GSH-Px activity in plasma of HD patients is significantly lower than in controls. Se supplementation to those patients caused an increase in Se concentration in blood components and a small increase or no effect on plasma GSHPx activity, depending on the stage of the disease [10, 27] . Several epidemiological studies suggest that higher Se concentration reduces the risk of cancer [21] and increases DNA repair capacity in human fibroblasts damaged by hydrogen peroxide [28] .
It is believed that people with low values of various antioxidants, including Se (which is incorporated into GSH-Px, and some other proteins), are prone to develop cancer. Particular Groups and months of study SSB (tail moment) a b c Fig. 2 Single-strand breaks of DNA (presented as tail moment) in white blood cells of healthy subjects and chronic kidney disease patients on hemodialysis supplied with placebo (white columns) and selenium (dark columns; the values of both subgroups were taken together) at the beginning of the study (HD 0) and after 1 (HD 1) and 3 months (HD 3 [40] . They can be assessed by determination of 8-oxo-7,8-dihydro-2′-deoxyguanosine (8-oxodG) level in cellular DNA and the determination of urinary excretion of oxidatively modified bases/nucleosides [40] . Worthy of attention is the fact that over the past decade another method-the comet assay-has become one of the standard methods for assessing DNA damage and repair [41] , being free of artifacts. It is one of the most sensitive and accurate methods. It is also a valuable tool in assessing the role of oxidative stress in human diseases, and in monitoring the effects of dietary antioxidants [13] . For that reason, we used the comet assay method which reflects the content of DNA in the comet tail as well as the length of comet tail [42] .
Our results show that the level of DNA damage in white blood cells in patients on HD is significantly higher than that in healthy subjects. These data are in accord with the finding published quite recently by Ribeiro et al. [43] who have assessed the level of DNA damage by measuring the tail moment in various organs of Wistar rats in which the chronic renal failure was obtained by submitting the animals to 5/6 kidney mass ablation by ligation of renal artery branches. The authors have shown that chronic kidney disease contributed to the damage of DNA not only in leukocytes but also in other organs: liver, heart and kidney.
There are few studies on the effect of some antioxidants (except selenium) on the oxidative damage of genetic material in patients with CKD nondialyzed and on HD [33, [36] [37] [38] [44] [45] [46] . Tarng et al. [33] , Domenici et al. [37] ; and quite recently, Puchades Montesa et al. [44] have shown that the level of 8-hydroxy-2′-deoxyguanosine (8-OHdG; another biomarker of oxidative stress) of leukocyte DNA in the chronic hemodialysis patients is higher than in controls. Kan et al. [36] and Domenici et al. [37] have demonstrated, using the alkaline comet assay, higher levels of DNA single-strand breaks in patients undergoing HD than in the controls. Stopper et al. [47] have shown that an averaged level of DNA damage in peripheral blood lymphocytes of CKD patients was higher than that in healthy controls and it increased in patients on maintenance HD. Increased level of DNA damage in leukocytes of CKD patients may lead to increased premature cellular aging, as well as enhancing cancer development [33, [44] [45] [46] . This is particularly true of subjects in ESKD and on HD [48, 49] .
In the literature, there is relatively little data on the effect of some antioxidants on DNA in white blood cells of patients on HD. Supplementation of the antioxidants has been suggested to scavenge free radicals and reduce the DNA damage [32, 38, 50] , and thus may prevent the development of cancer [30, 38, 50] . The effect of Se on DNA damage and cancer development in patients with CKD has not been studied so far. It is thought that Se exerts its physiological effects mostly in the form of selenium-containing proteins (selenoproteins). At least 25 selenoproteins have been identified, including GSH-Px, selenoprotein P, thioredoxin reductase, iodothyronine deiodinase, selenophosphate synthetase and some others [51] [52] [53] . GSH-Px, selenoprotein P and thioredoxin reductase are the major components of the body antioxidant system [21, 54] and changes in expression of some of them have been observed in different forms of cancer [51, 55] . Grotto et al. [56] found negative correlation (r=−0.559; P<0.05) between GSH-Px activity and DNA lesion (measured by comet assay) showing that the lower GSH-Px activity the greater the DNA damage. Increased GSH-Px activity can destroy ROS in the body and thus prevents DNA damage.
As noted above, we did not find any article on the role of Se supplementation and the protection of DNA damage in patients with CKD. However, there is some data on the effect of Se supplementation in the prevention of DNA damage in patients with prostate cancer [57] [58] [59] and breast cancer [40, 60] .
Very interesting results concerning the protective effect of Se against oxidative damage to DNA in leukocytes of BRCA1 mutation carriers have recently been presented by Olinski's group [40] . The authors demonstrated that BRCA1 deficiency contributes to 8-oxodG accumulation in cellular DNA, which in turn may be a factor responsible for cancer development in women with mutations, and that the risk to developed breast cancer in BRCA1 mutation carriers may be significantly reduced in Se-supplemented patients (300 μg/day) [60] .
The present study has shown that Se supplementation to HD patients reduced the level of DNA damage, as demonstrated by the progressive reduction of SSB and FPG in white blood cells. Longer-term of Se supplementation to HD patients enhanced the protection of the DNA against ROS, resulting the reduction of the SSB and FPG levels. To the best of our knowledge, the current work is the first study to demonstrate the protective effect of Se supplemented to HD patients on DNA in the white blood cells. Our patients were supplemented with 200 μg Se/day in the form of Se yeast. This dose and form of Se was chosen because it had been shown that the inorganic form of Se is more toxic and less available than the organic form [61, 62] . The best form of Se for humans is the organic form-the selenomethionine (SeMet) [12, 63, 64] and especially SeMet incorporated in yeast [65, 66] . It was calculated that Se yeasts contain 90% of the total Se in the form of SeMet [12, 67] . It has been shown that SeMet enhances DNA repair and protects cells against DNA damage [68, 69] . It is worthy to note, in the context of what has recently been suggested by Schrauzer [65] , that selenium yeast, in which the SeMet is protein bound, shows a better effect than synthetic SeMet, since Se incorporated into protein is better protected from oxidation when exposed to air in the pure state. SeMet present in yeast is protein-bound form, that is similar to its normal presence in food. Se present in SeMet may alter its uptake, transport, tissue distribution, metabolism and excretion.
In conclusion our results show that in CKD patients on HD, Se concentration in plasma is lower and the level of DNA damage in white blood cells is higher than in healthy controls. Se supplementation to such patients prevents the damage of DNA as demonstrated by the progressive reduction of this level of SSB DNA and FPG DNA in white blood cells. Se supplementation to HD patients has a protective effect against oxidative DNA damage in white blood cells.
